Molecular biology
The bacterial strains and expression plasmids used in this study are listed in Table S1 . Proteins of interest (i.e., mCherry and Pfs-LuxS) were expressed with a 5 glutamine tag (Gln) in the constructed plasmids by PCR ligation, restriction enzyme digestion (NdeI and SacI), and T4 ligation (NEB). The Gln tag sequence, 5 glutamine, was engineered to be located at the carboxyl terminus. Derived pET plasmids carry the constructs were confirmed for correct sequence order (Genewiz), followed by transformation into BL21DE3 for further protein expression. The plasmid pETEGFP-T5DsRedExpress2 was constructed by combining the T5DsRedExpress2 DNA fragment from the pQE60 plasmid into pET-EGFP plasmid 2, 3 under the restriction site BstZ17I.
S2
The proteins of interest were overexpressed under 1 mM IPTG induction as the cell (BL21DE3) densities were grown at OD 600 = 0.4 under 30 °C. The cells were harvested after 16 h induction by centrifugation at 14000 Xg under 4 °C for 20 min. After lysis by BugBuster solution (Novagen) at room temperature for 40 min, the soluble cell extracts were mixed with Co 2+ affinity resin (BD TALON TM , BD Biosciences), and the bound target proteins were rinsed by phosphate buffer (pH=7.4) (Sigma) three times to remove non-specifically bound proteins. The purified proteins were eluted with elution buffer (125 mM imidazole in phosphate buffer, pH = 7.4) for further usage.
